Although the exact mechanism of insulin resistance (IR) has not yet been established, IR is the hallmark characteristic of type 2 diabetes mellitus (T2DM). The aim of this study was to examine the relationship between plasma ghrelin levels and IR in Saudi subjects with T2DM. Methods: Patients with T2DM (n=107, cases) and non-diabetic apparently healthy subjects (n=101, controls) from Saudi Arabia were included in this study. The biochemical profiles and plasma insulin levels of all subjects were analyzed, and IR was estimated using the homeostatic model assessment of insulin resistance (HOMA-IR) index. Active ghrelin levels in plasma were measured using the radioimmunoassay technique. Results: Only 46.7% (50 of 107) of the T2DM subjects had IR, including 26% (28 of 107) with severe IR (HOMA-IR ≥5), while 5.9% (six of 101) of the controls had moderate IR (3≤ HOMA-IR <5). HOMA-IR values were not associated with age, disease duration, or gender. Importantly, T2DM itself and the co-occurrence of IR with T2DM were significantly associated with low plasma ghrelin levels. However, ghrelin levels were inversely correlated with the HOMA-IR index, body weight, and fasting plasma insulin levels, mainly in the control subjects, which was indicative of the breakdown of metabolic homeostasis in T2DM. Conclusion: The prevalence of IR was relatively low, and IR may be inversely associated with plasma ghrelin levels among Saudi patients with T2DM.
INTRODUCTION
The pathogenesis of type 2 diabetes mellitus (T2DM) is known to involve abnormalities in insulin action (insulin resistance [IR] ) and insulin secretion (β-cell dysfunction) [1] , as well as the overproduction of glucose by the liver. In contrast to β-cell tional methods have recently been developed, including the homeostatic model assessment of insulin resistance (HOMA-IR) and the quantitative insulin sensitivity check index (QUICKI) [22] . Other studies have suggested that fasting serum insulin levels probably mirror image the clamp in estimation of IR [23] .
In this study, we aimed to estimate the prevalence and risk factors of IR in T2DM among Saudi patients with diabetes, which has not been done before, and to investigate the possible relationship of ghrelin with IR in patients with T2DM.
METHODS

Study subjects
Subjects with T2DM and healthy non-diabetic controls were recruited randomly from diabetes clinics at King Abdulaziz Hospital and from primary health centers of the National Guard Health Affairs in Al-Ahsa Governorate, in the Eastern Region of the Kingdom of Saudi Arabia ( Table 1 ). The study subjects were Saudis aged between 18 and 75 years. A total of 107 subjects with T2DM (61 males and 46 females) were recruited and followed up as outpatients. The major inclusion criterion was being a Saudi subject with T2DM. Patients were mostly treated with the oral hypoglycemic agents metformin and glicazide, individually, together, or with insulin. Four patients were on insulin only, two patients were controlled by diet alone, and four subjects were newly diagnosed. In total, 37.4% (40 of 107) of the diabetic subjects were using insulin. We also recruited 101 non-diabetic healthy subjects (57 males and 44 females). Acute and severe chronic illnesses, pregnancy, and lactation were used as exclusion criteria. No subject had been treated surgically for obesity.
Study design and sample collection
This observational study was approved by the research committees of two different institutions (the Arabian Gulf University in Bahrain and the King Abdullah International Research Center in Saudi Arabia). All subjects signed an informed consent form after the aim of the study was explained. Blood samples were drawn from all subjects in the morning, after 10 to 12 hours of fasting. The blood was collected in three tubes: a gel/dry plain tube for the lipid profile and C-peptide levels, whole blood in an ethylenediaminetetraacetic acid tube for hemoglobin A1c (HbA1c) and ghrelin analysis, and plasma in a fluoride tube for fasting glucose and insulin determination. Samples were stored at −40°C during the period of the study and beyond.
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Blood chemistry
Blood glucose analysis
The fasting blood glucose (FBG) level estimation was performed using an auto-analyzer (Architect c8000, Abbott Laboratories Inc., Abbott Park, IL, USA) that employed the glucosehexokinase method. HbA1c was estimated by measuring glycated hemoglobin using a G8 analyzer (Tosoh Bioscience, Tessenderlo, Belgium), which used high-performance liquid chromatography.
Plasma insulin
Plasma insulin was quantitatively assayed using chemiluminescence with an auto-analyzer (Architect i2000, Abbott Laboratories Inc.). The ideal method for the practical estimation of IR, among the several proposed methods, remains to be established, as each procedure has its advantages and disadvantages. In this study, IR was calculated using the HOMA-IR method [24] , in which HOMA-IR=[fasting glucose (mmol/L)×fasting insulin (mIU/L)]/22.5. A HOMA-IR index between 3 and 5 was defined as moderate IR, while a HOMA-IR index >5 was considered to indicate severe IR.
Plasma ghrelin measurements
Active ghrelin in plasma samples was measured with a commercially available radioimmunoassay (RIA) kit by the double antibody/polyethylene glycol technique (Millipore Research, St. Charles, MO, USA). In this RIA kit, an antibody specific to the active form of ghrelin with an octanoyl group on serine 3 was used. Briefly, on day 1, guinea pig ghrelin antiserum add to three polystyrene tubes each contain 100 µL aliquots of one of the following: standard solution, plasma samples or control solution, and incubated at 4°C for 20 to 24 hours. On day 2, 100 µL of 125 I-ghrelin tracer was added and incubated at 4°C for a further 20 to 24 hours. On day 3, 1 mL of cold precipitating reagent was added to each tube and incubated for 20 minutes at 4°C. After centrifugation at 2,000 to 3,000 rpm for 20 minutes at 4°C, radioactivity in the pellet was counted using a γ counter. Plasma ghrelin levels were then determined from a reference curve drawn using standard concentrations of ghrelin. The assay recognized only the active form of human ghrelin [25, 26] , and showed no significant cross-reactivity with or interference by other factors related to ghrelin [27] .
Statistical analysis
Sigma Stat software (Systat Software, San Jose, CA, USA) and MedCalc statistical software (MedCalc Software bvba, Ostend, Belgium) were used for data analysis. For comparisons of the two study groups, the t test was used; otherwise, the MannWhitney rank sum test (MW) was used when data were not normally distributed (when the normality test failed). Kruskal-Wallis one-way analysis of variance on ranks was used for comparisons of more than two groups. For all correlation analyses, the Pearson product moment correlation test and multiple regression analysis were used. Analysis of covariance was used to adjust for confounding factors (covariates), such as body mass index (BMI) and age. The Levene test for equality of error variances and homogeneity of regression slopes were always negative (P>0.05).
Ethical approval
All procedures performed in studies involving human participants were conducted in accordance with the ethical standards of the relevant institutional and national research committees and with the 1964 Helsinki Declaration and its later amendments.
RESULTS
IR as determined by HOMA-IR As shown in Table 2 , the HOMA-IR index was significantly higher in T2DM subjects than in non-diabetic subjects (P< 0.001). When comparisons were limited to age-matched T2DM patients (n=80) and healthy controls (n=30), the HOMA-IR index was still significantly higher in the T2DM patients (P< 0.001) ( Table 1 ). The frequency of IR in the T2DM subjects was 46.7% (50 of 107), including 26.2% (28 of 107) with severe IR. In contrast, the frequency of IR among the control subjects was 5.9% (six of 101), all of whom had moderate IR. The difference in the prevalence of IR between the two groups was highly significant (P<0.001) ( Table 2) . Bonferroni-corrected analysis of covariance). Furthermore, the median fasting blood insulin (FBI) level was significantly higher in T2DM subjects than in control subjects (P=0.006). Limiting the analysis to age-matched T2DM and control subjects, the level was still higher in the former group (P=0.009) ( Table 1) . For all subjects, the median ghrelin level was significantly lower in those with IR (11.6 pmol/L; IQR, 7.9 to 17.1) than those without IR (16.2 pmol/L; IQR, 13.6 to 21.4; P<0.001, MW) (Fig. 2) . Limiting the comparison to subjects with T2DM, the median ghrelin level was still significantly higher in subjects with T2DM without IR (14.5 ) ; however, the number of the control subjects with moderate IR was too small (n=5) for these findings to be meaningful.
Associations of ghrelin levels with T2DM and IR
Correlates and associations of IR
For all correlations, we used the Pearson product moment correlation test. The HOMA-IR index was not correlated with age in the control subjects (P =0.935) or among subjects with T2DM, whether analyzed as a single group (P=0.244), or split into non-IR (P=0.647), and IR (P=0.141) groups (Table 3) Table 3 ). The mean duration±standard deviation of disease was 8.01±7.02 years (Table 1) .
Comparisons among controls, T2DM with and without IR
As shown in Table 2 , FBG was significantly higher in T2DM patients with IR than in T2DM patients without IR (P<0.001), and no significant difference was found between control subjects with and without IR (P=0.840). A similar pattern was seen for HbA1c, which was significantly higher in patients with T2DM and IR than in T2DM patients without IR (P<0.001). Additionally, FBI levels were significantly higher in T2DM patients with IR than among those without IR (P<0.001), and a similar pattern was seen in non-diabetic healthy subjects. In contrast, C-peptide levels were not significantly different between IR and non-IR T2DM subjects, but among healthy subjects, they were higher in those with IR (P<0.001).
Correlations of HOMA-IR with glycemic indices
For all correlations, we used the Pearson product moment correlation test. As seen in Table 3 
Correlations of ghrelin levels
For all correlations, we used the Pearson product moment correlation test, unless otherwise stated. As shown in Table 4 , ghrelin levels were significantly inversely correlated with the HOMA-IR index in control subjects (R=−0.303, P=0.012), a borderline significant correlation was found in T2DM subjects (R=−0.195, P=0.055), but no significant correlation was found in the T2DM subjects with IR group (P=0.154). Ghrelin levels were not correlated with age or BMI in any group or subgroup, and were not correlated with duration of the disease in subjects with T2DM. Multiple regression analysis revealed an inverse correlation of plasma ghrelin with the HOMA-IR index (P= 0.009) and BMI (P=0.033), but not age (P=0.087) in all study subjects (cases and controls) analyzed as a whole. However, in T2DM subjects, the only inverse correlation of plasma ghrelin www.e-enm.org 237
was with HOMA-IR index (P=0.047). FBI was significantly inversely correlated with ghrelin levels in controls (R= −0.312, P=0.010), but not in T2DM subjects overall (P=0.059) or in the T2DM subjects with IR subgroup (P=0.168). Moreover, no correlations were found between ghrelin levels and other parameters (FBG, HbA1c, and C-peptide levels) in any study group or subgroup (Table 4) .
DISCUSSION
The rate of IR in individuals with T2DM in Saudi Arabia is largely unknown, and the topic has not been researched because T2DM is thought to indicate IR by definition. In this study, we showed that only 47% of the T2DM subjects with IR, while the prevalence of IR among non-diabetic healthy subjects was 6% ( Table 2 ). The exact mechanism of IR has not been precisely established, although it's clinical and laboratory correlates, such as metabolic syndrome, obesity, dyslipidemia, and hyperinsulinemia, have been identified [4, 7, 28] . In the present study, we examined the possible association between ghrelin and IR in T2DM among subjects from eastern Saudi Arabia. The results revealed that low plasma ghrelin levels were associated with T2DM and IR (Figs. 1, 2) , and ghrelin levels were correlated with IR markers such as body weight, FBI, and the HOMA-IR index in healthy controls (Table 4) . Subjects with T2DM were found to have lower active ghrelin levels than healthy subjects after correction for age differences between the study groups, even though the sample size was small (Fig. 1) . A similar association of low levels of ghrelin with T2DM was reported among Finnish participants in the Oulu Project Elucidating Risk of Atherosclerosis study [27] . Importantly, in the present study, we showed that fasting ghrelin levels were significantly lower in T2DM subjects with IR than in T2DM subjects without IR; this difference remained significant when all IR subjects (T2DM and controls) were compared with non-IR subjects (Fig. 2) . Among the T2DM patients, no significant difference was found in ghrelin levels between subjects with moderate and severe IR. Furthermore, we noted an inverse correlation between ghrelin levels and the HOMA-IR index (a measurable marker of IR) in healthy subjects, and an inverse correlation that fell just below the level of significance in T2DM subjects (Table 4) . These findings agree with those of previous studies [27, 29] . In the current study, we also found that plasma ghrelin levels were inversely correlated with obesity, as shown by body weight (Table 4) , as reported before [18, 30] . However, obesity is a clinical manifestation of IR, and is known to be associated with lower levels of insulin receptors in adipose tissue [31] . This is probably because high ghrelin levels decrease total body fat, and consequently increase the expression of insulin receptors in adipose tissue. In line with this hypothesis, using the same data, we found that triacylglycerides were the only lipids that were significantly different between T2DM patients with and without IR (manuscript in preparation). The lipogenic effect of ghrelin has been established [30] , and an association of low ghrelin levels with metabolic syndrome and obesity has been reported before among Finnish subjects [32] .
Anthropometric parameters (BMI and weight) and glycemic parameters (FBG, HbA1c, and FBI) were all significantly higher in the T2DM subjects with IR than in those without IR in this study ( Table 2) . The same parameters, except for FBG and HbA1c, were higher in control subjects with IR than in those without IR, although the number of the former group was too small for these observations to be meaningful. These findings are expected, and might indicate a reduced role of insulin in the control of metabolism in T2DM. Furthermore, significant correlations of most of these parameters with the degree of IR (HOMA-IR) were more common in the healthy subjects than in the T2DM subjects (Table 3) , indicating disproportional metabolic responses to insulin, which are more marked in T2DM, supporting the findings of a previous study [4] . Negative correlations of the above parameters with ghrelin levels were observed, most significantly in the healthy subjects and to a lesser extent in T2DM subjects overall, but not in the T2DM subjects with IR subgroup (Table 4) . If we exclude the smaller size of the T2DM subjects with IR subcategory as a contributory factor to the low chance of significant correlations among various parameters and HOMA-IR and ghrelin levels, a marked disturbance in homeostasis mechanisms could be the explanation. Metabolic disturbances in T2DM and IR have been previously reported [4, 33, 34] . The finding that ghrelin is expressed in pancreatic islets and released into the pancreatic microcirculation, where it suppresses insulin secretion [35] , can partially explain its role in T2DM, but not its contribution to IR.
It has been suggested that screening for T2DM should begin at 45 years of age and should be repeated every 3 years, and that it should begin sooner and be more frequent in those with risk factors [36] ; however, it is worth including a parallel screening for IR. The latter is an important piece of information, as it can be used to trace IR milestones and the progress of the disease with increased age and disease duration. Furthermore, the management of T2DM with and without IR should be different. Interestingly, in the present study, the likelihood of IR in T2DM
Copyright © 2017 Korean Endocrine Society was not influenced by age or gender, since subjects who had T2DM with or without IR were comparable in age and had a similar gender distribution. Furthermore, the duration of diabetes had no influence on IR prevalence. If an individual with T2DM does not exhibit IR during the early course of the disease, he or she is unlikely to develop IR later, which emphasizes the role of genetic factors in IR [37] .
The precise numerical HOMA-IR cutoff point for IR varies according to gender, age, race, and health status [38] . In various studies in different populations, the HOMA-IR index cutoff value for IR varied from 1.55 to 3.8 [38] . In our clinical and biochemical data, a HOMA-IR score of 3 was found to be the most discriminative between T2DM (highest IR) and non-diabetic apparently healthy controls (lowest IR). In the present study, using a HOMA-IR value of 3 as a cutoff point for IR, we showed that only 47% of T2DM cases exhibited IR (Table 2) , although IR is a characteristic feature of T2DM [36] . However, if we reduced the HOMA-IR cutoff value for IR to 1.55, as proposed elsewhere [38] , the frequency of IR in T2DM subjects would have increased approximately 2-fold (from 47% to 81.3% [87 of 107]), while in apparently healthy subjects it would have increased almost 8-fold (from 6% to 47% [48 of 101]) (data not shown). That indicates that a HOMA-IR value of 1.55 is unlikely to be a reliable cutoff point for IR in this setting. The prevalence of IR in T2DM in Caucasians (77%), Asians of Indian origin (81%), and Afro-Caribbeans (73%) [39] is considerably higher than was observed in the Arabs in this study. The role of IR in the progression from normal to impaired glucose tolerance, and then to frank diabetes, has been emphasized before [40] . However, two issues need to be considered here. First, these observations were reported from populations with different genetic makeups than Saudis. Second, the role of medications in the modification of insulin action should not be overlooked in our study, as the observations in the other studies were made in newly diagnosed T2DM subjects in a prospective manner.
In this study, HbA1c was significantly higher in T2DM subjects with IR than in those without IR, but HbA1c was not correlated with HOMA-IR or ghrelin in healthy or diabetic subjects. However, a larger sample size needs to be tested.
Finally, few studies have investigated C-peptide levels in relation to IR. The C-peptide level is expected to parallel the level of endogenous insulin, as the two peptides are secreted in equimolar concentrations in humans [41] . In our study, 37.4% of T2DM subjects used exogenous insulin. This may explain the lack of correlation of C-peptide levels with fasting insulin (data not shown), HOMA-IR (Table 3) , and ghrelin (Table 4) in T2DM and T2DM subjects with IR, and the fact that the levels were comparable in T2DM subjects with and without IR ( Table  2) . Interestingly, C-peptide levels were significantly higher in apparently healthy subjects with IR than in those without IR, although the sample size of the former subgroup was small (Table  2) . Still, it remains necessary to explain the lack of a correlation between C-peptide levels and ghrelin levels in the healthy subjects of this study (Table 4) , and the lack of differences between the healthy and T2DM subjects in this regard (Table 1) . Ultimately, we must acknowledge the limitations of this study; namely, the small overall sample size, the inadequately matched samples, and the ill-defined HOMA-IR cutoff value for the determination of IR.
In conclusion, this study revealed that low plasma active ghrelin levels were more likely to be associated with IR in T2DM patients, and that ghrelin levels showed a significant inverse correlation with the HOMA-IR index in healthy subjects, but not in T2DM patients with IR, among Saudi subjects. Furthermore, the degree of IR was not correlated with age, the duration of the disease, or gender. In addition, plasma ghrelin levels were comparable between T2DM subjects with moderate and severe IR. Nevertheless, low ghrelin levels were generally observed in T2DM subjects and in healthy subjects with IR in this study. Finally, we showed that the prevalence of IR in T2DM subjects was lower in this Saudi population compared with other populations.
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